A. Tet-off Atg5 MEFs with stable expression of GFP-LC3 were pretreated with or without doxycycline for 4 days, then cells were treated with 100 µM Rg 3 for 12 h, and cell lysate was subjected to western blotting. B. Tet-off Atg5 MEFs were prepared as described in (A), and treated with 100 µM Rg 3 for 3 h. Cells were examined with a confocal microscope for GFP-LC3 punctuation/aggregation. A. Knock-down of autophagy-related genes. HepG2 cells were infected with a combination of lentivirus encoding Beclin-1, ATG5, or Vps34 shRNAs, or combinations thereof. After selection with puromycin (2 µg/mL), lysates were examined for knockdown by western blotting. 
